Warren and Eastman (1) showed that gemcitabine sensitization by CHK1i was due to CDC7/CDK2-dependent replication stress. They suggested that this mechanism was unique to delayed administration of CHK1i relative to gemcitabine and not to concurrent gemcitabine ϩ CHK1i.
Warren and Eastman (1) showed that gemcitabine sensitization by CHK1i was due to CDC7/CDK2-dependent replication stress. They suggested that this mechanism was unique to delayed administration of CHK1i relative to gemcitabine and not to concurrent gemcitabine ϩ CHK1i.
A presumption in the report is that gemcitabine depletes deoxyribonucleotides (dNTP). Although this effect is known to be induced by gemcitabine diphosphate metabolite, the major mechanism of gemcitabine in causing cell death has been attributed to its triphosphate metabolite, which is incorporated into nascent DNA to halt chain elongation (2, 3) . Thus, the extensive ssDNA observed following gemcitabine and CHK1i exposure may be only partially explained by dNTP exhaustion. Likely, the high-dose gemcitabine used in the study (which caused irreversible S-phase arrest within 6 h) could also have rapidly stalled replication forks, uncoupling gemcitabine-inhibited polymerases and CHK1i-reactivated helicases. In fact, with concurrent gemcitabine ϩ CHK1i at relatively low, but synergistic, doses, we have identified increased gemcitabine incorporation following CHK1i-enforced origin firing as the key basis of replication stress (4) . A conceivable cause of the nuances in our mechanistic findings is the different dose ratios employed. As we have demonstrated recently, tumor-cell sig-naling dynamics orchestrated by polytherapy are often dose-dependent, and such scenarios could have profound implications in the design of drug scheduling (5) .
In sum, Warren and Eastman (1) have further illuminated our understanding of CHK1i. The efficacy of delayed CHK1i administration vis-à-vis gemcitabine or concurrent gemcitabine ϩ CHK1i remains to be validated in humans; it will likely depend on parameters such as intratumoral pharmacokinetics and patient tolerance.
